Due to contaminant Escherichia coli DNA present in recombinant Taq polymerase reagents, it is not possible to reliably detect low levels of E. coli in samples using the quantitative polymerase chain reaction (qPCR) assay. Native Taq polymerase was successfully used in this study to detect five uidA gene copies (5 fg of genomic DNA) of the uidA gene. 
SHORT COMMUNICATION
During the development of a rapid 2-step quantitative polymerase chain reaction (qPCR) assay to detect and quantify Escherichia coli (E. coli) using the uidA gene, positive reactions were consistently being observed in the non-template control (NTC) samples. Investigation into the cause of the false-positive reactions determined that there was contaminant E. coli DNA in the recombinant polymerase reagents being used. This contamination meant that it was not possible to reliably detect low levels of E. coli in the sludge and wastewater samples being tested. It was previously reported that many commercial qPCR reagents contained contaminant genomic DNA from bacterial sources including E. coli (Tseng et al. ; Shannon et al. ); however, this may not be well known in the research community. E. coli is the most commonly used indicator bacteria for the assessment of water, wastewater and sludge treatments, and the presence of contaminant genomic DNA can particularly be an issue when PCR-based methods are used due to false positives. To increase the sensitivity and confidence in the qPCR assay for detecting low levels of E. coli, it was necessary to eliminate the contaminant DNA from the PCR reagents. With the DNase I cleanup methods giving poor results, a 3-step qPCR protocol was developed using a native Taq polymerase guaranteed to be free of contaminant E. coli DNA. Native Taq DNA polymerase is recommended by manufacturers for use in special PCR By eliminating the contaminant E. coli DNA from the PCR reagents, this method was able to detect as low as five copies of the uidA gene ( Figure 3 ) compared with variable sensitivities of 10-1,000 gene copy numbers 
